In working with rabbit and guinea pig ileal loops it was desirable to obtain estimates of viable Vibrio cholerae in loop fluids. The accuracy of these estimates of cholera vibrios depended upon the availability of a medium that could produce the maximum number of colony forming units and at the same time differentiate V. cholerae from other organisms that were sometimes present in ileal loops. To meet both of these requirements, a differential medium was required that was essentially noninhibitory for V. cholerae. Several media are available for the diagnostic isolation of V. cholerae, but all of them appear to have various shortcomings. Neither nutrient agar, gelatin agar, nor alkaline bile salt agar (8) gives easy differentiation from other intestinal flora which may be present. Vibrio agar (Nissui) and Teepol agar are stated to be slightly inhibitory to some strains of cholera vibrios (2, 6) . Thiosulfate-citrate-bile salt-sucrose agar (TCBS) may prevent satisfactory slide agglutination tests since the high concentration of sucrose in the agar makes it difficult for the colonies to be emulsified (1) , and it has also been reported to be inhibitory to some strains of cholera and non-cholera vibrios (8) . Gelatin Trypticase taurocholate tellurite agar may require up to 48 h for the development of typical colonies (5) .
From a consideration of the enzymatic and fermentative activities of vibrios (3, 7) After 18 to 24 h of incubation on this medium, surface colonies of V. cholerae are circular, convex, entire, and translucent with a butyrous consistency, and had deep red centers with lighter red (pinkish) margins. The medium as prepared is light red in color and slightly opalescent when viewed with transmitted light. A clear halo 3 to 5 times the diameter of the colony is visible which is at least partly the result of gelatin digestion and can be accentuated by flooding the plate with saturated ammonium sulfate ( Fig. 1 ). Thus, a "typical" vibrio colony is a red colony surrounded by a zone of medium clearing. The color of the colony results from the acid products of dextrin utilization and the uptake of neutral red. The reaction is basically the same with deep colonies in poured plates. The colonies are lenticular but still red and surrounded by a clear zone. The presence of nonvibrio colonies on the medium often produces a yellow discoloration of the medium due to alkalinization.
Pure cultures of several strains of V. cholerae, non-cholera vibrios, and certain non-vibrio genera were tested ( bThiosulfate-citrate-bile salt-sucrose agar.
c Dextrin heart infusion agar.
(halo) reactions which were apparent only after 48 h of incubation, as opposed to their appearance in 12 to 24 h around vibrio colonies. Therefore, none of the non-vibrio strains produced "typical" reactions within 24 h, whereas all of 42 strains of V. cholerae (both eltor and classical) and 13 of 28 non-cholera vibrios produced "typical" reactions. In this study, 235 DHI plates were streaked with routine clinical fecal specimens or rectal swabs. Among the large number of colonies observed, no plate developed any colonies giving "typical" reactions of vibrios. It therefore appears that only certain non-cholera vibrios represent a common source of "false positive" reactions. These may be easily separated by spot agglutination using colonies from DHI plates. All 42 cultures of V. cholerae showed specific agglutination, and colonies of all 28 non-cholera vibrios were negative when tested with anti-Inaba and anti-Ogawa serum.
To compare the recovery of colony forming units with that of other media, the same dilutions of pure cultures of V. cholerae strains Inaba V-86 and Ogawa 41 were plated by the spread plate method on heart infusion agar (HI), TCBS medium and DHI. Table 2 gives the number of colonies averaged from 10 spread plates of the same suspensions applied to all of the media. It is considered that HI is essentially noninhibitory. TCBS showed considerably fewer colonies than either HI or DHI. Whether the growth advantages found for DHI over TCBS represents a generality cannot be stated at this time since these studies employed Difco TCBS, which other authors have found to be slightly more inhibitory than other brands of TCBS (4) .
Dense fecal suspensions and uninfected ileal loop washings of 29 guinea pigs and rabbits have failed to show any "typical" colonies, whereas fluids from ileal loops infected with V. cholerae strain Inaba V-86 have been very heavily positive with "typical" colonies.
There has been no opportunity to test this medium as a diagnostic medium in the United States. However, a dilute suspension containing 103 V. cholerae organisms per ml was emulsified with an equal volume of normally formed human feces. From this, one loop of suspension was streaked to DHI plates. "Typical" colonies subsequently checked by agglutination were obtained from these plates regardless of the very large number of other colonies that were present. 
